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Supplementary Methods 26S proteasome activity assays
The 26S proteasome activity in whole animal lysate was measured as previously described (11) . Briefly, after treating L1 larvae with H 2 O (control), SAC or SAMC (10 µM each) for 4 days at 20ºC, adult animals were sonicated in 4 volumes of lysis buffer (50 mM Tris-HCl, pH 7.5, 250 mM sucrose, 5 mM MgCl 2 , 2 mM ATP, 1 mM dithiothreitol and 0.5 mM EDTA) with a Bioruptor UCW310 (BM Equipment, Tokyo, Japan). Lysate was centrifuged at 14,000 X g for 10 min at 4ºC. To measure chymotrypsin-like proteasome activity, 25 µg of whole animal lysate was transferred to a 96-well microtitre plate, then incubated with a fluorogenic peptide substrate (100 µM Suc-Leu-Leu-Val-Tyr-AMC, Boston Biochemicals, MA) in proteasome activity assay buffer (50 mM Tris-HCl, pH 7.5, 40 mM KCl, 5 mM MgCl 2 , 0.5 mM ATP, 1 mM dithiothreitol and 0.05 mg mL -1 BSA) at 25ºC. The fluorescence intensity was measured at 380 nm for excitation and 460 nm for emission using an EnVision 2104 multilabel reader (PerkinElmer, Waltham, MA) every 5 min for 1 hour at 25ºC. The assay was performed in the absence or presence of proteasome inhibitor (40 µM Epoxomicin, Peptide Institute, Osaka, Japan) to calculate the 26S proteasome-specific activity.
